During the enzymatic steps, half the enzyme volume was used with the full volume of buffer as described in the KAPA's library preparation protocol. For library preparation, 3 separate reactions were carried out for each sample. In the first reaction (end repair), 2.5 L of enzyme and 5 L of buffer were used, followed by a 1.6 AMPure XP bead cleanup and elution in 43.5 L of elution buffer. In the second reaction (A-tailing), 1.5 L of enzyme and 5 L of buffer were used, followed by a 1.6 AMPure XP bead cleanup and elution in 36.5 L of elution buffer. In the third reaction (quick ligation), we used 2.5 L of enzyme, 10 L of buffer, and 1 L of 10 M adaptor oligo mix (2), followed by a 0.9 AMPure XP bead cleanup and elution in 30 L of elution buffer. The PCR was optimized to improve yield and genome coverage. Table) .
Single-Nucleotide Polymorphism Discovery and Phylogeny
Core genome single-nucleotide polymorphisms (SNPs) were identified among F. tularensis genomes with NASP (4). Reads were aligned to the reference assembly (GenBank accession no. NC_006570.2) with Bowtie 2 (used for SNP identification) (5) . If reads were not available for a genome, paired Illumina reads were simulated for the genome with ART (6).
SNPs were identified with the UnifiedGenotyper method in Genome Analysis Toolkit (7, 8) .
SNPs were removed from the matrix if the read depth was <10× or the allele frequency proportion was <90%. SNPs identified in duplicated regions of the reference assembly with NUCmer self-alignments (9,10) were filtered from the SNP matrix. A total of 1,308 SNPs were called from a 1,140,352-bp core genome alignment (NASP quality_breadth). Two SNPs were phylogenetically conflicting. A maximum parsimony tree was inferred on high-quality, core genome SNPs with MEGA 6.0 (11). SCHU S4 (GenBank accession no. NC_006570.2) was the outgroup for the phylogenetic analyses.
